) and displayed partial colocalization with endocytic marker . These endosomes displayed bi-directional movements on cytoplasmic strands ( Figure S3B ) and they often interacted with each other by changing partners resembling a 'kiss and run and kiss'-like behavior observed before in neuronal cells ( Figure S3C and Movie S4). Although GFP-Ara7 ( Figure Figure  S3M ) as a result of BFA targeted ARF-GEF residing presumably on the ER (Saint-Jore et al., 2002). In Arabidopsis ST-YFP labeled trans-Golgi formed donut like structures surrounding the FM4-64 labeled BFA compartments ( Figure S3N ) as a result of BFA targeted ARF-GEF localizing on endosomes (Geldner et al., 2003; Grebe et al., 2003) . On the other hand, phosphatidylinositol-3-kinase (PI-3-kinase)-inhibitor wortmannin (Figures S3O, S3Q-S3S) and LY294002 ( Figure S3P ) caused endosomal swelling without any effect on trans-Golgi ( Figure  S3V ). These endosomal swellings are much bigger in size as compared to the normal endosomal structures labeled with GFP-Ara7/FM4-64. Furthermore BFA still caused aggregation of these swelled vesicles (Figures S3T and S3U ). All these observations confirmed authenticity and usability of the tested markers for visualization of endosomal and Golgi apparatus dynamics during cytokinesis.
Supplemental Experimental Procedures
Cloning Details GFP-Ara7 in vector pBSIIKS+ was excised with HindIII-XbaI and sub-cloned into binary vector pBINPLUS. STtmd-YFP in vector pMON was digested with PstI -SmaI and cloned into binary vector pCAMBIA 1390. For construction of double reporter gene GFP-ARA7 was excised from vector pBSIIKS+ with HindIII + Not1 and STtmd-YFP was excised from vector pMON with NotI-SmaI and both were triple ligated in binary vector pCAMBIA 1390 by using HindIII and SmaI restriction sites. DN-Ara7 was made by site directed mutagenesis of wt-Ara7 by replacing S24N in vector pBSIIKS+. The primers for S24N were TTGGTGCTGGAAAAAATAGTCTTGTGTTACGG and CCGTAACACAAGACTATTTTTTCCAGCACCAAC. Mutation was confirmed by sequencing the positive clones. The DN-Ara7 was transferred to vector pBINPLUS using HindIII-XbaI. For transactivation approach DN-Ara7 was transferred from vector pBSIIKS+ to vector pSDM7023 by BamH1 to get a fusion between the UAS promoter and DN-Ara7. From there with HindIII it was transferred to binary vector pGreenII. BY-2 cell transformations and cowpea protoplast transfections were performed as described before (Dhonukshe and Gadella, 2003) . For transactivation UAS::DN-Ara7 cassette was transformed into RPS5A activator and tamoxifen inducible activator lines by agrobacterium mediated transformation and the plants were selected on BASTA. Positive transformants were confirmed further by checking for the GFP fluorescence.
Immnolocalization in BY-2 Cells
BY-2 cells were fixed with a mixture of 0.5% (v/v) glutaraldehyde and formaldehyde 1.6% (v/v) in phosphate-buffered saline (PBS) buffer for 15 min. After two washes with PBS the cells were incubated overnight in 4 ml of 0.5% (w/v) NaBH 4 to reduce the autofluorescence of the fixative. The cells were then washed twice with PBS and CW was partially digested with 1% (w/v) cellulase in PBS for 30 min. Following two washes with PBS, the cells were allowed to settle onto the multi-well slides coated with 0.1% (w/v) polyethyleneimine. Membranes were permeabilised with 1% (v/v) Triton X-100 in PBS for 15 min. The cells were then washed with PBS and incubated overnight at room temperature with primary antibodies diluted with PBS and supplemented with 0.1% (w/v) BSA. Afterwards, the cells were washed with PBS and incubated for 3 hrs at 37°C with secondary antibodies diluted with PBS and supplemented with 0.1% BSA. The cells were then washed with PBS and stained DAPI to visualize nuclei. After the final wash the cells were mounted with 0.1% p-paraphenylenediamine containing mounting medium.
Antibody Concentrations
Primary antibodies were used at the following concentrations: anti-KNOLLE (Lauber et al., 1997) (1:2,000); anti-ADL1 (Kang et al., 2003) (1:500); anti-α-tubulin YOL 1/34 (Harlan SeraLab) (1:50); anti-PIN2 (Muller et al., 1998) (1:400), anti-PIN1 (Benkova et al., 2002) (1: 400), 9E10 anti-myc (1:600; SantaCruz), anti-TLG2a (Bassham et al., 2000) (1:200; Rosebiotech), anti-AtγCOP (Ritzenthaler et al., 2002) (Kobayashi et al., 1999) (1:100), JIM5 (Baluska et al., 2002) (1:200), JIM7 (Baluska et al., 2002) (1:200). Fluorochrome-conjugated secondary antibodies (Dianova) were used at the following concentrations: anti rabbit-FITC (1:300); anti-rabbit-Cy3 TM (1:500); anti-rat-Cy3 TM (1:500); anti-mouse-FITC (1:300); anti-mouse-Cy3 TM (1:500).
Cofractionation Analysis
The sterilized seeds were germinated and grown in an erlenmeyer flask with 1/2x MS liquid media on a shaker. The root tissue was grinded in TE-buffer (10mM TRIS (pH 7.2), 1mM
EDTA and 20% sucrose(w/v)) with additional 1mM DTT and protease inhibitors at 4°C. The homogenate was cleared by spinning at 2500g for 5 min at 4°C. The pellet was discarded and the supernatant was splitted into the cytosolic and microsomal fractions by spinning at 100000g for 45 min at 4°C and the microsomal pellet was resuspended in 2ml TE-buffer. A step sucrose gradient was set up with 20% to 60% sucrose in TE-buffer and the microsomal fraction was layed over the gradient. The samples were spinned for 18 hrs in a SW41 swinging bucket rotor at 35000 rpm at 4°C. Twelve 1ml fractions were collected from the top of the gradient. The sucrose concentration in each fraction was measured by using a refractometer. Additionally, the protein concentration of each fraction was measured with the method after Bradford. The rest of each fraction was precipitated with methanol and chloroform. The resulting pellets were dried completely and resuspended in 1x SDS-PAGE Sample Buffer (for a final protein concentration of 1µg per µl). After a boiling step of 5 min, 10µl of each sample was loaded onto an 15% SDS-PAGE gel which was blotted onto nitrocellulose and subsequently probed with primary and secondary antibodies. For Leica TCS-SP2 AOBS CLSM, GFP was excited with 488 nm Ar/Kr line and detected at 500-530 nm slit, FM4-64 was excited with a 561 nm Diode laser line and its emission captured at 650-750 slit while YFP was excited with 488 nm Ar/Kr line and detected at 520-550 nm slit.
Live Cell Analysis

Fluorescence Recovery after Photobleaching (FRAP) Analysis
FRAP experiments were performed on the initiating cell plates that are not attached from any side to the parental PM or on cell plates attached to the parental PM. In case of BY-2 cells FRAP experiments were performed with Zeiss CLSM510 by using 100% laser power of both 488 and 543 nm laser lines on 16 µm × 8 µm rectangle in 4.5 sec to obtain complete photo bleaching of FM4-64-labeled cell plates. 10 images were taken before photobleaching. After photobleaching, images were acquired at 0.8 s time intervals using 1% of 488 and 30 % of 543 laser lines in a multitrack mode. The same microscope settings were used for different cells. In case of Arabidopsis cells FRAP analysis was performed with Leica TCS-SP2 AOBS CLSM using 561nm Diode laser line at 20% laser power of the minimum laser output for scanning and 100% laser power of the maximum laser output of both 488 and 561 nm laser lines for complete photobleaching. Complete photobleaching of FM4-64-labeled cell plates was achieved in 3.4 sec and 5 images were taken before photobleaching.and after-photobleach images were acquired at 1.7 s time intervals. In both BY-2 and Arabidopsis FRAP analysis the average pixel intensity values from the photo-bleached areas were normalized to the average initial fluorescence values.
The graphs were assembled using Microsoft Excel and represent averages of the recovery percentages obtained from multiple experiments.
Electron Microscopy
Root tips of Arabidospis were fixed using high-pressure freeze fixation device (HPM 010, Balzers, Liechtenstein), samples were substituted at -80°C and embedded in LR White acrylic resin (British Biocell, Cardiff). Ultrathin sections were blocked against binding to unspecific proteins, incubated with primary Ara6 and Ara7 antibodies diluted 1:50 with PBS/BSA overnight at 4°C, rinsed and incubated with second antibody goat anti-rabbit IgGs conjugated to 10nm gold diluted 1:100 with PBS/BSA for 2 hours at room temperature. Sections were extensively washed, stained with uranyl acetate and examined with an LEO 912AB electron microscope (Zeiss AG, Oberkochen) . Controls showing no labelling were performed by excluding the primary antibody.
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